Appendix
. Fluorescence labeling of TA and Sgt2. A. Coumarin-maleimide labeling of Sbh1. Sbh1 immobilized on Strep-tactin resin was incubated with CM at the indicated protein to dye molar ratios at 4 °C overnight. A 10-fold molar excess of CM was sufficient to label Sbh1. Labeling efficiency was estimated to be ≥70% based on the extinction coefficient of CM (383 = 27,000 M -1 cm -1 ). B, C. C-terminal labeling of Sgt2 using Soratase-mediated ligation. Part B shows the SDS-PAGE analysis of a small-scale labeling reaction. Reactions were carried out as described in the Methods at indicated concentrations of Sortase A. After measurement of in-gel fluorescence on the Typhoon Scanner (right), proteins were visualized by Coomassie stain (left). Labeling efficiency was estimated to be >90% based on quantification of the relative intensities of the Sgt2 and Sgt2 BFL bands on SDS-PAGE. * denotes a covalent intermediate, Sortase-conjugated Sgt2, formed during the reaction. Part C shows the purification of His6-Sgt2 BFL over Talon resin. I, FT, and E denote the input, flowthrough, and elution fractions, respectively. Hisless sortase and free GGGG-BODIPY-FL were removed in the FT.
